Admissions of Standardbred racehorses (Std) to the Ontario Veterinary College Teaching Hospital (OVCTH) for treatment of atrial fibrillation (AF) began to increase in the early 1990s. The arrhythmia has been shown to have a modest heritability (h 2 ' 0.15), with some stallions appearing as sires or sires of mares used in breeding (broodmares) of affected horses more frequently than others. The objective of this study was to determine the marginal genetic contributions of ancestors to cohorts of Std affected with AF and their contemporary control groups, and whether these ancestors contribute significantly more to the affected cohorts than to controls. All Std admitted to OVCTH for treatment of AF that were born between 1993 and 2007 comprised the affected case group (n = 168). Five randomly selected racing contemporaries for each Std admitted, assumed to not suffer from the arrhythmia, comprised the control group (n = 840). Three-year overlapping cohorts were created for case and control horses, determined according to year of birth, for a total of 26 cohorts. Marginal genetic contributions of ancestors to each cohort were determined and differences analyzed for statistical significance using a two-tailed paired t-test, with P 0.05 considered significant. The marginal contributions of 26 ancestors were significant, with 11 contributing significantly more to affected cohorts than the corresponding controls, and 15 contributing significantly more to controls than the corresponding affected cohorts. One stallion and one broodmare were very highly significant to affected cohorts at P 0.001, and nine stallions and three broodmares were very highly significant to control cohorts at P 0.001. Therefore, a number of stallions have statistically significant contributions to the genetics of Std affected with AF, while many others have statistically significant contributions to healthy Std. The arrhythmia appears to be particularly prevalent in the descendants of one sire family.
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Introduction
Atrial fibrillation (AF) is the most common clinically significant arrhythmia in horses, and has a major impact on high-performance equine athletes [1, 2] . It appears most prevalent in racehorses, particularly the Standardbred racehorse (Std) [3] [4] [5] . With the loss in training and competition time, potential for a sustained decrease in performance ability, and the expense and manner of treatment, it is reasonable to assume that there is concern from both an economic and welfare standpoint when considering AF in the horse.
Evidence points towards there being a genetic background to the arrhythmia in the Std [6] [7] [8] . Most instances of familial AF in humans affect younger individuals and have an autosomal dominant mode of inheritance. This is encouraging for potential research into the genetics of AF in the horse, as it is known that in horses AF shows no clear relationship with age, so young racehorses are susceptible to the arrhythmia [9] , and many of the known genetic diseases of the horse are also inherited in an autosomal recessive or dominant manner [10] . Because AF has both economic and welfare implications, efforts should be made to decrease the number of Std with a potential to develop the disease. Two previous publications describe analysis of this dataset [7, 8] . In the first paper, breed incidence of AF was described, heritability and inbreeding estimates were determined, and the frequency of individual sires (1 st generation back in the pedigree) in case and control groups were compared. The second paper extended these analyses and examined AF, stratifying by gait and gender. These papers established the basis for genetic liability to the condition in the breed and showed potential differences between gaits and genders with possibly larger heritability estimates in males and pacers. The present study extends the analysis further, examining marginal ancestral contributions. One way to improve further our understanding of the genetic basis of AF would be to determine the ancestral genetic contributions to the genetic pool of the group of horses that appear to be more susceptible to the arrhythmia compared to those of the group of control, unaffected horses. Analysis of a population for probabilities of gene origin allows the determination of ancestral marginal contributions [11] . This type of analysis can discriminate horses or families more associated with the incidence of AF, allowing for better understanding of its genetic background. Therefore, the objectives of this study were to determine the marginal genetic contributions of ancestors to affected and control Standardbred racehorses, and to identify those highly contributing ancestors that have significantly larger contributions to affected horses than to controls.
Material and methods
The authors have confirmed that no Animal Care Committee approval was necessary for this particular study, as all information required was obtained from existing databases. All clinical cases were treated prior to this study. Owner-informed consent to the use of the dataset was obtained for use of the breed registry dataset via the breeder association.
Selection of case and control groups
The group of affected animals (A) and their contemporary control group (C) is a subset of the group described previously by Kraus et al. [7] . Admissions of Standardbreds with AF to the Ontario Veterinary College Teaching Hospital (OVCTH) began to markedly increase starting in 1993, thus the pedigrees of all case and control horses born between 1993 and 2007, inclusive, were examined. Stratifications by sex and gait were not used in order to avoid problems stemming from small sample sizes. Ancestral contributions were determined for overlapping birth-year cohorts, three years at a time, allowing for the change in marginal contributions to be followed closely over time. The first cohorts evaluated were for the birth years 1993, 1994, and 1995 (affected: A93/95, control: C93/95). Subsequent analyses looked at birth years of 1994, 1995, and 1996, (A94/96, C94/96), etc., up to and including 2007 (A05/07, C05/07). For each cohort, the pedigrees were traced to the earliest known ancestors.
Descriptive statistics of pedigrees
In order to obtain an understanding of the complexity and depth of the pedigrees of affected and control Std, descriptive details were obtained through CFC software [12] , including average levels of inbreeding, five-generation pedigree completeness index (PCI) [13] , number of sires, number of dams, and average genetic relationship for Std within each cohort.
Marginal genetic contributions
The objective of this study was to determine if contributions of ancestors to the case group differed significantly from contributions of those same ancestors to the control group, therefore the marginal genetic contributions to 13 control cohorts were measured, one for each affected case cohort [11] . Ancestors were chosen based on their genetic contribution and are, therefore, not necessarily founders of the population. The highest-contributing ancestors were chosen one by one in an iterative process, starting with the highest-contributing ancestor, and proceeding to the lowest-contributing ancestor, with pedigree information updated for each iteration. This process is explained in detail by Boichard et al. [11] . An ancestor's marginal contribution, p k , is defined as that contribution which has not yet already been explained by the n-1 previously accounted-for ancestors. When calculating these marginal contributions, it is necessary to remove the possibility of the contributions of an ancestor being counted more than once. For the first method of doing so, the n-1 selected ancestors may be ancestors of an individual, k, and therefore the genetic contributions, a i of these n-1 individual ancestors are adjusted for according to the equation: p k = q k Ã (1 -Sa i ), so that the marginal contribution of an ancestor, p k , does not include the genetic contributions already explained by the n-1 ancestors. Additionally, it is possible that some of the previous n-1 ancestors may be descendants of individual k, therefore, after each major ancestor has been found, and their raw and marginal contributions determined, the information on their sire and dam is deleted, making them a "pseudo-founder," and avoiding the possibility of their contributions being attributed to ancestor k. The prob_orig function of the Pedig software [14] was used to complete these iterative calculations.
The number of ancestors explaining a certain % of the genetic pool (i.e., genetic variability) was computed from the marginal contributions of the ancestors given by the Pedig software [14] . This is possible, because the marginal distributions are orthogonal, i.e. there is no double counting of contributions, starting from the most contributing ancestor further back in the pedigree.
In order to identify the most important ancestors according to the magnitude of their marginal genetic contributions, the marginal genetic contributions of ancestors to each of all 13 affected or control cohorts were averaged. Ancestors with an average non-zero contribution of 0.5% or greater, that contributed to two or more non-overlapping cohorts, were identified. The contributions of the highest-contributing ancestors identified in this manner were analyzed using a paired two-tailed t-test, comparing their genetic contributions over all 13 threeyear cohorts of affected Std to their contributions to the corresponding control cohorts. In all, 41 ancestors were tested for significance. A false discovery rate (FDR) [15] of 5% was used to control for multiple hypotheses test.
Results
The number of individuals in each cohort, as well as the complete pedigree size, including the animals in each cohort, are shown in Table 1 . Marginal ancestral contributions were determined, and the most influential ancestors to the affected and control cohorts were examined for statistical significance through a pairwise two-tailed t-test comparing their contributions to each affected cohort versus the corresponding control cohort.
Descriptive statistics of pedigrees
As seen in Table 2 , while not large, there was an overall trend for increase in inbreeding over time in both affected and control groups, but no clear pattern exists for any differences in average inbreeding coefficient between affected and control Std. Affected Std are seen to have a greater degree of relatedness than control Std, and cohorts of both groups have a high degree of pedigree completeness within five generations. Using the same Std as part of a larger dataset, Physick-Sheard et al. [8] reported no effect of inbreeding coefficient on the liability to AF (P = 0.91). These authors also reported that there was a significant difference in the distribution of inbreeding coefficients of affected and control Std, with control Std falling more in higher inbreeding classes than affected horses, indicating no effect of inbreeding on incidence of the arrhythmia.
Marginal genetic contributions
Marginal contributions of individual ancestors to the control cohorts remained fairly consistent over time ( Table 3 ). The highest contribution by any single ancestor (ID7), ranged from 11.9% to C00/02, to 12.7% to C05/07. This ancestor was the highest contributor to all control cohorts except for cohort C93/95, when it ranked second to ID11. The 10 highest contributing ancestors to the second control cohort, C94/96, maintained their high level of contribution to all subsequent cohorts with some slight alterations in order. The consistency of ancestral contributions to control cohorts is depicted in Fig 1A, which shows the contributions of the five highest-contributing ancestors to control cohorts.
Marginal contributions to the affected cohorts varied much more than those seen with the control cohorts ( Table 4 ). The highest marginal contribution by a single ancestor, ID1, was 20.5% to A03/05. This ancestor was initially highlighted for interest as he has many offspring in the group of affected horses, and was the highest-ranked marginal contributor in cohorts A01/03 to A05/07. ID1 entered stud in 2001, therefore his first crop of foals were born in 2002. This is reflected in the first appearance of ID1 as a contributing ancestor to A00/02. The variation in levels of contributions of ancestors to affected cohorts can be seen in Fig 1B by the contributions of the five highest-contributing ancestors that were significant to affected cohorts. Ancestors were evaluated for their differential marginal contributions to the affected and control cohorts. For both affected and control groups, ancestors with an average contribution of 0.5% or greater in either group, and that contributed to two or more non-overlapping cohorts, were analyzed. This resulted in the identification of a total of 41 individual ancestors for comparison. The difference in their marginal genetic contributions to affected and control cohorts were tested using a two-tailed paired t-test. The ancestors' marginal genetic contributions are shown in Tables 3 and 4 and the paired t-test results are presented in Table 5 .
The paired t-test revealed 26 significant ancestors, 11 significant to affected cohorts, and 15 significant to control cohorts. Of the latter, 12 were stallions and three were broodmares. Of the 11 ancestors significant to affected cohorts, nine were stallions, and two were broodmares. Of these 26 ancestors, 23 remained significant at an experimental-wise 5% FDR, while the remaining 3 ancestors were significant at a 10% FDR. S1 and S2 Tables provide additional information on significant stallions and broodmares (26 ancestors), including year of birth and gait. Statistical results for all 41 ancestors tested are shown in Table 5 . For each control cohort, the number of ancestors necessary to explain 50% of the gene pool was 6. The same was true for 5 of the affected cohorts. The remaining 8, A93/95, A99/01, A00/ 02, A01/03, A02/04, A03/05, A04/06, and A05/07, needed only 5 ancestors to explain 50% of the gene pool. The fewest number of ancestors to explain 75% of the gene pool for a control cohort was 14, from C03/05 to C05/07. Only 10 ancestors were necessary to reach 75% of the gene pool in cohorts A02/04 and A03/05. Due to the presence of unknown ancestors in some of the pedigrees (the Std studbook was not closed to outside horses until 1973), it may not be possible to explain 100% of genetic pool. Therefore, the number of ancestors necessary to explain 99% of genetic variability was obtained. As few as 43 ancestors accounted for 99% of genetic variability in the A05/07 group, while 129 was the minimum required for C05/07. This difference may be due to the smaller number of individuals in the affected cohorts. Eighty-two ancestors explain almost the entire variability for A96/98, and 199 for C96/98, which are the largest cohorts. S3 Table presents complete details regarding the number of ancestors explaining 50%, 75%, and 99% of the genetics of each of the 26 affected and control cohorts, and the greatest marginal ancestral contribution to each. A pictorial representation of these results is shown in Fig 2. After determining the ancestors that were significant to affected cohorts, the frequency of their appearance in the five-generation pedigrees of affected Std was examined. A number of affected Std had stallions ID4, ID11, or ID15 appear through both their sire and dam. These three particular ancestors appear at least once in 84.3%, 70.6%, and 10.8% of all cases of AF at OVCTH, respectively. Further data on ID4, ID11, and ID26 are shown in Fig 3. Of the remaining ancestors significant to affected cohorts, none appear through the sire or dam of affected horses more than once. However, ID8 appears in the five-generation pedigree of 44.6% of disease cases, whereas ID1 appears only as a sire of case horses. Fig 4 shows data for the remaining 8 significant ancestors, and the number of times each appears through the sire or dam of a case horse. Interestingly, ID4 and ID26 appear more frequently through the dam of affected Fig 1A) and affected (Fig 1B) cohorts, selected according to largest average non-zero contribution.
https://doi.org/10.1371/journal.pone.0197137.g001 racehorses than through their sire. Percentage of five-generation pedigrees of case horses in which a significant ancestor is present is shown in Fig 5. Lastly, after observing the regularity with which individuals from a particular sire line (ID1, ID8, ID42) were appearing in the case group, a pedigree diagram for this family, Fig 6, was constructed using PedigreeViewer [16] . In this study, the majority of the stallions that contributed significantly to affected cohorts are from pacing bloodlines, but ID26 is from trotting bloodlines. Interestingly, many of the FDR: significant at an experimental-wise 5% ( Ã ) or 10% (#) false discovery rate.
sires from pacing lineage are related to each other within fewer than five generations. ID1, ID2, ID33, ID34, and ID35 all descend from ID11. Additionally, ID1, ID8, ID33, and ID35 descend from ID4. Inter-relationships between these ancestors are shown in Fig 7. The sires which contributed more significantly to controls than to affected horses tend to appear more frequently as great-grandparents, or even further back in the pedigrees of affected and control horses. They are representative of both trotting and pacing lineages. The broodmare ID32 has two affected offspring, one of which is sired by ID33, himself significant to affected cohorts. Additionally, broodmare ID34 is significant, and is the dam of the stallion ID3, noted in Kraus et al. [7] for his large number of affected progeny.
Discussion
An important information for managing genetic diversity of a population is the ancestors' marginal contributions. For increasing or maintaining diversity, descendants of highly contributing ancestors might be used less for breeding and descendants from less contributing ancestors could be used more intensively. The same strategy might be used in the Std horse population, but aiming to manage AF incidence. The Pedig program developed by Boichard https://doi.org/10.1371/journal.pone.0197137.g002 [14] has been employed by researchers around the globe, studying a variety of species. Italian, Colombian, and Irish cattle have been investigated by Bozzi et al. [17] , Martínez et al. [18] , and McParland et al. [19] , respectively; and seven rare breeds of French sheep were studied by Danchin-Burge et al. [20] . A small number of studies have been conducted on the genetic variability of certain breeds of horse. Olsen et al. [21] studied the population structure of two Norwegian breeds, while the Dutch harness horse population was the topic of research by Schurink et al. [22] . Moreover, Pjontek et al. [23] investigated four Slovak breeds: the Hucul, Lipizzan, Shagya Arab, and Slovak Sport Pony. It is common for researchers using this software to compose reference populations according to year of birth, with cohorts covering from as few as one year [19] , to as many as nine [21] . In horses, the largest marginal genetic contribution by a single ancestor tends to be higher than the values seen in other species. Valera et al. [24] reported 0.158 as the largest marginal contribution to an ancestor in the Andalusian, while Cervantes et al. [25] found two very highly contributing ancestors, at 0.168 and 0.163, in the Spanish Arabian horse. Two of the highest marginal contributions seen by a single ancestor were 0.229 and 0.193 by a pair of stallions in the Dutch harness horse stud book [22] , eclipsed only by the contributions of 0.217 to the Døle and 0.261 to the Nordland/Lyngen, two Norwegian breeds, which were reported by Olsen et al. [21] . These reports on large marginal contributions by single ancestors validate our findings, which showed large marginal contributions to affected racehorses.
A common practice for applying marginal ancestral contributions to the genetic diversity of a population is to determine the number of ancestors required to explain differing percentages of the genetic pool. Only three ancestors of the Nordland/Lyngen breed explain 50% of the population's genetic pool, while five account for the same variation in the Døle [21] . From three to 11 ancestors are necessary to explain 50% of the pool of four Slovak breeds, with as few as 17 to 82 ancestors contributing to the entire population of each [23] . The most similar population to that of this study, however, is once again that of the Dutch harness horse [22] . There, in the most recent cohort studied, four ancestors explain half of the population's genetic pool, which is not surprising considering the extremely high contributions of the two ancestors mentioned above. An additional 10 ancestors were required to explain a further 25% of variation. Schurink et al. [22] stated that the two most influential ancestors are stallions, one born in 1950, and the other in 1975. In the current study the two most contributing ancestors to the analyzed cohorts were also stallions born much earlier in 1895 and 1926, respectively. Schurink et al. [22] reported similar numbers of ancestors accounting for 50% and 75% of the genetic pool as those found in the present study. Therefore, while the cohorts used in the present study are relatively small, the largest single marginal contribution by any single ancestor, and number of ancestors necessary to explain 50% and 75% of the gene pool, are comparable to those of previous studies on different breeds of horse. It is worth noting that inbreeding is not expected to cause bias in the results presented here, as a previous study [8] using a similar dataset examined the possible relationship between inbreeding and AF and no significant association was found.
The most interesting facet to the results of this study is the relatedness of sires that contribute significantly more to affected cohorts than controls. As clearly demonstrated in Fig 6, one particular line of sires accounts for a number of affected horses, which supports the finding through CFC [12] that affected horses have a greater degree of relatedness than controls. Within 3 ancestral generations of this sire line are 2 of the most significant sires of affected horses, ID1 and ID8. It can be seen that the sire of ID1 (ID42) is himself a sire of six affected horses. In addition, ID42 is the sire of three additional sires, and eight dams, of affected horses, with two sons in addition to ID1 shown to have sired more than one case horse themselves. As mentioned previously, ID1 descends from ID11, as do ID35, ID2, and ID33. This is very strong evidence for a genetic background underlying AF in the Std, particularly when taking into consideration the moderate heritability as described by Kraus et al. [7] .
Stallion ID11 is one of the few ancestors significant to affected cohorts that also has consistent marginal genetic contributions to control cohorts, with an average marginal genetic contribution > 3%. This demonstrates the popularity of this particular ancestor not only as a stallion, but his continued influence on breeding practices today despite being born in the 1960s. It does seem from the results of the present study that a heavy dose of ID11 breeding in an individual could predispose a Std to AF (see Fig 3) ; however, not enough is known about the mode of inheritance of the arrhythmia to clearly show that this particular stallion is at fault. The results herein are simply a starting point, providing researchers with a definitive direction for future studies of this disease. It is possible that strategic breeding practices and avoiding this particular stallion's bloodlines may help to decrease the incidence of the arrhythmia, but further investigation is required. One important direction of study, with the availability of the 60,000 SNP chip by Illumina [26] , is conducting genome-wide association studies in Std, including this popular family. Results from that type of study would provide details on not only the potential causative mutation(s), but the mode of inheritance as well, and where the specific alleles associated with liability to the disease are coming from. Additionally, with the genotyping technology that is available today, there would be the potential to test and identify affected individuals at birth or a young age if a causative mutation was discovered.
Conclusions
There is evidence that a number of stallions contribute significantly more highly to groups of Std affected with AF than to unaffected racing contemporaries. A number of these sires are related, being descendants of ancestors that contributed significantly more to groups of affected Std. The numerous appearances of many of these stallions in the five-generation pedigrees of affected horses demonstrate the current popularity of these bloodlines. The arrhythmia appears to be particularly prevalent in the descendants of one sire family. The close relationships of ancestors significant to affected Std indicates that there is a genetic background to AF in the breed. However, there was no indication of a simple mode of inheritance for AF in the Std. Gathering more information on affected and healthy horses within these families, conducting genetic evaluations and genome-wide genotyping of horses, including influential sire lines, is the logical next step in determining the genetic background of AF in the Std and better understanding how to manage genetic liability to the arrhythmia. 
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